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encoding an amplifiablbonarker, wherein said vector construct does not comprise a homologous 



targeting sequence. 

59. (Once amended) / A vectoKconstruct comprising a transcriptional regulatory 
sequence, a sequence encoding an amplifiable mark&Svand a viral origin of replication, wherein 
said vector construct does not comprise a homologous targetmg^equence. 

1^ 73. (Once amended) TnbsCelJ^fclaim 71, wherein an endogenous gene is over- 

expressed in said cell by upregulation of ttfegqie by said transcriptional regulatory sequence on 
said vector construct. 



-3 



77. (Twice amfeqded) A method for producing an expression product of an 
endogenous gene or portion thereof comprising: 

(a) introducing the ^sqt^con^fanct of either claim 58 or 59 into a eukaryotic 

cell; 

(b) integrating said vector constrtu^ into the genome of said cell by non- 
homologous recombination; and 

(c) over-expressing said endogenous gene in saicK^ll. 



4 



81. (Twice amended) A celN^ibr^y^comprising a collection of eukaryotic cells 
transformed with the vector construct of claifeo8 or 59, wherein said vector construct is 
integrated into the genomes of said cells by non/homok^gous recombination. 
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v 85. (Once amended) A method for over-expressing an endogenous gene in a cell 



in vivo, cQjnpnsmg: 

(a) introducing a vector comprising a transcriptional regulatory sequence into 
a eukaryotic ceirw vitro; 

(b) \ integrating said vector into the genome of said cell by non-homologous 

recombination; 

(c) over^xpressing an endogenous gene or a portion thereof in said cell by 
upregulation of said endogenoukgene by said transcriptional regulatory sequence; 

(d) screening sai&xell for ov^^^^ioxv of said endogenous gene; and 

(e) introducing sakNsolated and cloned cell into an animal under conditions 



favoring the overexpression of said endogen 



^ene by said cell in vivo. 



86. (Once amended) A mei hod for\producing an expression product of an 
endogenous gene in vivo, comprising: 

(a) introducing a vector comprising a transcriptional regulatory sequence 
operably linked to an unpaired splice donor sequence into a eukaryotic cell in vitro; 

(b) integrating said vector integrate into the genb^ne of said cell by non- 
homologous recombination; 

(c) over-expressing an endogenous gene or a portion ther&rf in said cell by 
upregulation of said endogenous gene by said transcriptional regulatory sequence; 

(d) screening said cell for over-expression of said endogenous gene;^nd 
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sfe) introducing said isolated and cloned cell into an animal under conditions 
favoring the overe)a)ression of said endogenous gene by said cell in vivo. 



87. (Once amended) A method for producing an expression product of an 
endogenous gene, comprising: 

(a) introducing a vector comprising a transcriptional regulatory sequence and 
one or more amplifiable markers into a ei 

(b) integrating said vekor^Lm^ the genome of said cell by non-homologous 

recombination; 

(c) over-expressing an ^endogenous gen\or a portion thereof in said cell by 
upregulation of said endogenous gene by said transcriptional regulatory sequence; 

(d) screening said cell for over-expression of said ehdogenous gene; 

(e) culturing said cell under conditions in which s&id vector and said 
endogenous gene are amplified in said cell; and 

(f) culturing said cell under conditions favoring the productidh^of the 
expression product of said endogenous gene by said cell. 



89. (Twice amended) The imipod of claim 87, wherein said vector further 
comprises a splice donor site operably linked to sfcid transcriptional regulatory sequence. 
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(Once amended) A method for over-expressing an endogenous gene in a cell 
in vivo, comprisin| 

(a) introducing a vector comprising a transcriptional regulatory sequence and 
one or more amplifiable markers mto a eukaryotic cell in vitro; 

(b) integrating saidvebtqr into ^he'genome of said cell by non-homologous 
recombination; \ 

(c) over-expressing an endogenous ^eQe or a portion thereof in said cell by 
upregulation of said gene by said transcriptional regulatory seqii&qce; 

(d) screening said cell for over-expression of said endogenous gene; and 

(e) introducing said isolated and cloned cell into an anim&.under conditions 
favoring the overexpression of said endogenous gene by said cell in vivo. 



1 



109K (Once amended) A method for producing an expression product of an 
endogenous gene oa^ cell comprising: 
(a) 

at least one isolated genome-con 



ing a vector comprising a transcriptional regulatory sequence into 



erfkaryotic cell; 



(b) integrating said 



recombination; 



into the genome of said cell by non-homologous 



(c) over-expressing an endogensms gene or a portion thereof in said cell by 
upregulation of said endogenous gene by said transcriptional regulatory sequence; 

(d) screening said cell for over-expression ofvsaid endogenous gene; and 

(e) culturing said cell in reduced serum medium. 



, In re: Harrington, et al. 
' Appln. No.: 09/276,820 
Page 6 



1 lthv^ (Once amended) A method of protein discovery comprising: 

(a) \ introducing a vector comprising a transcriptional regulatory sequence into 
at least one isolated genome^containing \ 

(b) integrating*^! vector into the genome of said cell by non-homologous 

recombination; 

(c) culturing said ce#ih redu£&4 serum medium under conditions that allow 
over-expression of an endogenous gene <hr a portion theteqf in said cell by upregulation of said 
endogenous gene by said transcriptional regulatory sequence, thetetjy producing cell-conditioned 
media; and 

(d) screening said cell-conditioned media for the presence of^e expression 
product of said gene or portion thereof. 



(Once amended) A method for producing an expression product of an 
endogenous gene^ompnsing: 

(a) introducing a vector copnfSrising a transcriptional regulatory sequence into 
a eukaryotic cell; 

(b) integrating said ve^toMqto the genome of said cell by non-homologous 

recombination; 

(c) over-expressing said endogenous cellulahg^ne or a portion thereof in said 
cell by upregulation of said gene by said transcriptional regulatory sequehc^; 

(d) screening said cell for over-expression of said gene; 
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(e) 

expression product of said 

(f) isolating 
liters of cells at 10 4 cells/ml 




:11 under conditions favoring the production of the 
said cell; and 

session product from a cell mass equivalent to at least 10 



1 16. \{Once amended) A method for increasing expression of an endogenous gene 
in a cell in situ, the^tenotype of said endogenous gene being known, without making use of any 
sequence information of trte^gene, the method comprising the steps of: 

(a) constructing a vector comprising an amplifiable marker, a transcriptional 
regulatory sequence, and an unpaired spike donor sequence; 

(b) delivering copies of thevyector to^lurality of eukaryotic cells; 



(c) culturing the cells u 
recombination events between the inserted vect 



fidei^ conditions permitting nonhomologous 
;enome of the cells; 



(d) screening the non-hoflrtj51ogously recombinant cells by assay for the 
phenotype of said endogenous gene to identify cells in which the\xpression of said gene has 
been enhanced; and 

(e) selecting for cells with increased expression of said ah^plifiable marker 
and said endogenous gene. 



118. (Twice amenctedl An isola^a eukaryotic cell comprising in its genome an 
inserted genetic construct, said geneti^^ristrucK comprising an amplifiable marker and a 
transcriptional regulatory sequence, wherein "said genetic construct is inserted into a gene or an 
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upstream region of a gene and activates th 
upstream region of said gene have no nuclfr 
to said genetic construct. 



expression of said gene, and wherein said gene and 
sequence homology required for said insertion 



>1/ 



1 57/X v (Once amended) A vector construct comprising: 

(a) "Na first promoter operably linked to a sequence encoding a positive 
selectable marker; 

(b) a second proihqter operably linked to a sequence encoding a negative 
selectable marker; and 

(c) an unpaired splice dc 
wherein said positive and negative selectable marker^nd^said splice donor site are oriented in 
said vector construct in an orientation that, when said ve^^constnict is integrated into the 
genome of a eukaryotic host cell in such a way that an endogehm^ gene in said genome is 
transcriptionally activated, then said positive selectable marker is expre^ed in active form and 
said negative selectable marker is either not expressed or is expressed in inactivfesform. ^ 



159. (Twice amended) 




said vector further comprising one or more transposition signals 



vector construct of any one of claims 58, 59, and 157, 



161. (Twice amended) The^ctor construct of any one of claims 58, 59, and 157, 



said vector further comprising one or more vtraN^rigins of replication. 
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162. (Twice amended) 
said vector further comprising one or 




ector construct of any one of claims 58, 59, and 157, 
iral replication factor genes. 



165.\(Twice amended) The vector construct of any one of claims 58, 59, and 157, 
said vector further cohagrising genomic DNA. 

^ 166. (Twice amended) A^^J^yotic host cell comprising the vector construct of 

any one of claims 58, 59, and 157. 

167. (Once amended) A eukaryotic host cell compfrsjng the vector construct of 
claim 159. 



169. (Oncfe-a^iended) A eukaryotic host cell comprising the vector construct of 
claim 161. 

170. (Once amended) A eukajyq£krTfo$t cell comprising the vector construct of 
claim 162. 



171. (Once amended) A eukaryotic host cell comprising theVqctor construct of 
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174.^(Twice amended) A library of eukaryotic cells comprising the vector 
construct of any one of cMcns 58, 59, and 




175. (Once amended) A 
construct of claim 159. 



)rary of eilkaryQtic cells comprising the vector 



11. (Once amended) A library of eukaryotic cells comprising the vector 
construct of cmnn 161. 

178. (Once amehcjed) A library of eukaryotic cells comprising the vector 
construct of claim 162. 



179. (Once amended) A 



construct of claim 165. 



eukaryotic cells comprising the vector 




180. (Twice amended) A me^hpa for activation of an endogenous gene in a cell 
comprising: 

(a) transfecting a genon e-containing eukaryotic cell with the vector of any 
one of claims 58, 59, and 157; and 

(b) culturing said cell under conditions suitable \for non-homologous 
integration of said vector into the genome of said cell, wherein said integration results in the 
activation of said endogenous gene in the genome of said cell. 
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L (Twice amended) A method for identifying a gene comprising: 

transfecting a plurality of genome-containing eukaryotic cells with the 
vector of any one of claims 58, 59, and 157; 

(b) culturing^ said cells urfcler conditions suitable for non-homologous 
integration of the vector into the gene! 

(c) selecting for cells Jjp>^hich said vector has integrated into the genomes of 
said cells to produce selected cells; 

(d) isolating RNA from said selected (JfeUs; 

(e) producing cDNA from said isolated RNA^and 

(f) identifying a gene in said cDNA by isolating one or more cDNA 
molecules containing one or more nucleotide sequences from said vector. 



232N. (Once amended) A method for producing an expression product of an 
endogenous gen^omprising: 

(a) introducing a vector comprising a transcriptional regulatory sequence and 
one or more amplifiable markerNnto a eukafyotic cell; 



(b) integrating saicT 



recombination; 



ctor into th^-genome of said cell by non-homologous 



(c) over-expressing s^d endogentw^s^gene or a portion thereof in said cell by 
upregulation of said gene by said transcriptional regulatory^guence; 

(d) screening said cell for over-expression of saJd^ndogenous gene; 
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(ej^Qjlturing said cell finder conditions in which said vector and said 
endogenous gene are amplified in^ 

(f) introducing sai<jl cell rntQ^an animal under conditions favoring the 
overexpression of said endogenous gene by said cell in vim: 



234. (Once amended) A vector construct comprising a transcriptional regulatory 
sequence Operably linked to an unpaired splice donor sequence wherein said vector construct 
does not contanKa poly-adenylation site operably linked to said transcriptional regulatory 
sequence, wherein saicN(ector construct does not contain a targeting sequence, and wherein there 
is no selectable marker betWeen the transcriptional regulatory sequence and the splice donor 
sequence, wherein said transcriptional regulatory spcjuence is selected from the group consisting 
of a cellular transcriptional regulatory sbqu^rce and a eukpryotic viral transcriptional regulatory 
sequence. 

235. (Once amended) A vector construct apprising a promoter operably linked 
to an unpaired splice donor sequence wherein said vector cor*struct does not contain a poly- 
adenylation site operably linked to said promoter, wherein said vectbr construct does not contain 
a targeting sequence, and wherein there is no selectable marker between the transcriptional 
regulatory sequence and the splice donor sequence, wherein said promoter is^elected from the 
group consisting of a eukaryotic viral promoter and a cellular promoter. 



In re: Harrington, et al 
Appln.No.: 09/276,820 
Page 13 



$6. (Once amended) A vector construct comprising a transcriptional regulatory 
sequence otoerably linked to an exon, said exon defined at the 3' end by an unpaired splice donor 
sequence, wherein said vector construct does not contain a poly-adenylation site operably linked 
to said transcriptional regulatory sequence, wherein said vector construct does not contain a 
targeting sequence, ami wherein said exon does not contain a selectable marker coding sequence, 
wherein said transcriptional regulatory sequence is selected from the group consisting of a 
cellular transcriptional regulatory sequence and a eukaryotic viral transcriptional regulatory 
sequence. 



237. (Once amended) A lector consjnfct comprising a promoter operably linked 
to an exon, said exon defined at the 3' ^d\f an unpaired splice donor sequence, wherein said 
vector construct does not contain a pdly-adenylation site operably linked to said promoter, 
wherein said vector construct does not contain a targeting sequence, and wherein said exon does 
not contain a selectable marker, wherein said promoter 1^ selected from the group consisting of a 
eukaryotic viral promoter and a cellular promoter. 



238. (Once amended) A vector construct comprising a transcriptional regulatory 
sequence operably linked to an unpaired splice donor sequence wherein said vector construct 
does not contain a poly-adenylation site operably linked to said transcriptional regulatory 
sequence, wherein said vector construct does not contain a targeting sequence/^id wherein there 
is no internal ribosome entry site between the transcriptional regulatory sequence\nd the splice 
donor sequence, wherein said transcriptional regulatory sequence is selected from the group 
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insisting of a cellular transcriptional regulatory sequence and a eukaryotic viral transcriptional 
regulatory sequence. 

239. \Once amended) A vector construct comprising a promoter operably linked 
to an unpaired splice donor sequence wherein said vector construct does not contain a poly- 
adenylation site operably linked to said promoter, wherein said vector construct does not contain 
a targeting sequence, art^ wherein there is no internal ribosome entry site between the 
transcriptional regulatory sequence and the splice donor sequence wherein, said promoter is 
selected from the group consistingvof a eukaryotic viral promoter and a cellular promoter. 



240. (Once amended) A \f^ctor construct comprising a transcriptional regulatory 
sequence operably linked to an exon, saicjk^&bn defined at the 3' end by an unpaired splice donor 
sequence, wherein said vector construct does not contain a poly-adenylation site operably linked 
to said transcriptional regulatory sequence, wherein said vector construct does not contain a 
targeting sequence, and wherein said exon does not contain an internal ribosome entry site, 
wherein said transcriptional regulatory sequence is selected from the group consisting of a 
cellular transcriptional regulatory sequence and a eukaryoticN^iral transcriptional regulatory 
sequence. 



241. (Once amended) A vector construct comprising a promoter operably linked 
to an exon, said exon defined at the 3' and by an unpaired splice donor sequence\vherein said 
vector construct does not contain a poly-adenylation site operably linked to said ptomoter, 
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wherein said vector construcnioes not 



etfntain a targeting sequence, and wherein said exon does 



not contain an internal ribosome entry ^t^. wherein said promoter is selected from the group 
consisting of a eukaryotic viral promoter and a cellufet^romoter. 



243. (Once amended) A vector construct comprising a promoter operably linked 
to an hwn defined at the 3' end by an unpaired splice donor sequence, wherein said vector 
construct dobs not contain a poly-adenylation site operably linked to said promoter, wherein said 
vector construct oses not contain a targeting sequence, wherein said exon is derived from a 
naturally-occurring eukaFyotic sequence, does not encode antibiotic resistance activity, and is not 
a reporter gene, and wherein\aid splice donor sequence is derived from a naturally-occurring 
eukaryotic splice donor sequence, wtjerein said prdmoter is selected from the group consisting of 
a eukaryotic viral promoter and a cellularBromoter. 

244. (Once amended) A ve :tor constfuet comprising a promoter operably linked 



to an exon defined at the 3' end by an Unpaired splice^nor sequence, wherein said vector 
construct does not contain a poly-adenylation site operably linketito said promoter, wherein said 
vector construct does not contain a targeting sequence, wherein said exon is derived from a 
naturally-occurring eukaryotic sequence, does not encode antibiotic resistance activity, and is not 
a reporter gene, and wherein said splice donor sequence is derived from a nahn-ally-occurring 
eukaryotic splice donor sequence, said vector construct further comprising a markb^ sequence 
operably linked to a promoter other than the promoter operably linked to said exon. 
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245. (Once amended) A retrovirus vector construct comprising a first and second 
retroviruslong terminal repeat sequence, a eukaryotic promoter operably linked to an exon, said 
exon defined at the 3' end by an unpaired splice donor sequence, wherein said exon is derived 
from a naturally-o$x;urring eukaryotic sequence, does not encode antibiotic resistance activity, or 
is not a reporter geneKwherein said splice donor sequence is derived from a naturally-occurring 
eukaryotic gene, and wherein the vector construct does not contain a poly-adenylation site 
operably linked to said promoter. 



246. (Once amended) ^ r^Jrmdrus vector construct comprising a first and second 
retrovirus long terminal repeat sequeAce^ eukaryojic promoter operably linked to an exon, said 
exon defined at the 3' end by an unp lired^stfuce donor sequence, wherein said exon is derived 

sequence^ does not encode antibiotic resistance activity, 
said splice donor sequence is derived from a naturally- 
occurring eukaryotic gene, and wherein the vector construct does not contain a poly-adenylation 
site operably linked to said promoter, wherein the promoteiyexon, and splice donor sequence are 
present in the vector construct between the long terminal repeaKsequences in opposite orientation 
to the long terminal repeat sequences. 



from a naturally-occurring eukaryotic 
and is not a reporter gene, wherein 



247. (Once amended) A vector construct comprising a promoter operably linked 
to an exon defined at the 3' end by an unpaired splice donor sequence, wnerein said vector 
construct does not contain a poly-adenylation site operably linked to said promoterSwherein said 
vector construct does not contain a targeting sequence, and wherein said exon is derived from a 
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Wturally-occurring eukaryotic sequence, does not encode antibiotic resistance activity, and is not 
a reporter gene, wherein said promoter is selected from the group consisting of a eukaryotic viral 
promoter and a cellular promoter. 

248. N/Once amended) A vector construct comprising a promoter operably linked 
to an exon defined at the 3' end by an unpaired splice donor sequence, wherein said vector 
construct does not conWn a poly-adenylation site operably linked to said promoter, wherein said 
vector construct does not cbntain a targeting sequence, and wherein said exon is derived from a 
naturally-occurring eukaryotic sequence, does ndfencode antibiotic resistance activity, and is not 
a reporter gene, said vector construct^ fupfner comprising a marker sequence operably linked to a 
promoter other than the promoter opera wjiffked to said exon. 

249. (Once amended) A retrovirus vector construct comprising a first and second 
retrovirus long terminal repeat sequence, a eukaryotic promoter operably linked to an exon, said 
exon defined at the 3' end by an unpaired splice dononsequence, wherein said exon is derived 
from a naturally-occurring eukaryotic sequence, does not enbode antibiotic resistance activity, or 
is not a reporter gene, and wherein the vector construct does noKcontain a poly-adenylation site 
operably linked to said promoter. \ 

250. (Once amended) A retrovirus vector construct comprising asfirst and second 
retrovirus long terminal repeat sequence, a eukaryotic promoter operably linked to an^on, said 
exon defined at the 3' end by an unpaired splice donor sequence, wherein said exon is deHved 
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from a natu^aHy-occurring eukaryotic sequence, does not encode antibiotic resistance activity, 
and is not a reporter^ene, whereir 

operably linked to said promot^aijd^herein the promoter, exon, and splice donor sequence are 
present in the vector construct between tfiHsnig terminal repeat sequences in opposite orientation 
to the long terminal repeat sequences. 



vector construct does not contain a poly-adenylation site 
Id^hereir 



6 



253. (Once ah*$nded) A method of generating a library of eukaryotic cells 
comprising introducing a vectoNxmstruct according to any one of claims 234-241 and 243-250 
into eukaryotic cells to produce said lift 



254. (Once amended) A method of generating a library of eukaryotic cells 
comprising introducing a vector construct according to cl^im 242 into eukaryotic cells to 
produce said library. 



(Once amended) A method to activate expression of a gene in an isolated 
eukaryotic cell corhpq.sing introducing a vector construct into said cell, wherein said construct 
comprises a promoter operaBly^linked to an e^eiTdefined at the 3' end by an unpaired splice 
donor sequence, wherein said vector <JoQ&fhict does not contain a targeting sequence, wherein 
said exon is derived from a naturally-occucpfig^e^karyotic sequence, does not encode antibiotic 
resistance activity, and is not a reporter ge^ie, wherein said^plice donor sequence is derived from 
a naturally-occurring eukaryotic splice donor sequence, wh£*eni the vector construct is 
incorporated into the genome of said eukaryotic cell by non-homologotrs^recombination and 



In re: Harrington, et al 
Appln.No.: 09/276,820 
Page 19 

therein said splice donor sequence is spliced to a splice acceptor sequence in said activated gene 
in sai&isolated eukaryotic cell. 

258. (Once'amended) A method to activate expression of a gene in an isolated 
eukaryotic cell comprising ^traducing a vectap-c^hstruct into said cell, wherein said construct 
comprises a promoter operably Braked to an exop defined at the 3' end by an unpaired splice 
donor sequence, wherein said vector icbn^tfuct does not contain a targeting sequence, wherein 
said ex on is derived from a naturallv-occurnhg eukaryotic sequence, does not encode antibiotic 
resistance activity, and is not a reporter gene, whebtin the vector construct is incorporated into 
the genome of said eukaryotic cell by non-homologous recombination and wherein said splice 
donor sequence is spliced to a splice acceptor sequence in sahisactivated gene in said isolated 
eukaryotic cell. 

259. (Once amended) The method of claim 257 wherein said vector c&m>truct is a 
retrovirus vector construct. n 



Please add the following new claims: 
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x61. (New) A method for making a eukaryotic host cell with a vector construct 
integrated mto the genome of said cell, the vector construct comprising a transcriptional 
regulatory sequence operably linked to an unpaired splice donor sequence wherein said construct 
does not contain \ poly-adenylation site operably linked to said transcriptional regulatory 
sequence, wherein said\ector construct does not contain a targeting sequence, and wherein there 
is no selectable marker between the transcriptional regulatory sequence and the splice donor 
sequence, said method compiling introducing said vector construct into said host cell under 
conditions such that said vector construct is integrated into the genome of said host cell. 



262. (New) A method for m4kh^a x eukaryotic host cell with a vector construct 
integrated into the genome of said cell] the Sector construct comprising a promoter operably 
linked to an unpaired splice donor sequence wherein said construct does not contain a poly- 
adenylation site operably linked to said promoter, wherein said construct does not contain a 
targeting sequence, and wherein there is no selectable\marker between the transcriptional 
regulatory sequence and the splice donor sequence, said meftod comprising introducing said 
vector construct into said host cell under conditions such that said\ector construct is integrated 
into the genome of said host cell. 



263. (New) A method for making a eukaryotic host cell with a ^ctor construct 
integrated into the genome of said cell, the vector construct comprising a transcriptional 
regulatory sequence operably linked to an exon, said exon defined at the 3' end by an unpaired 
splice donor sequence, wherein said construct does not contain a poly-adenylation site operaoi 



In re: Harrington, et al 
Appln.No.: 09/276,820 
Page 21 



inked to said transcriptional regulatory sequence, wherein said construct does not contain a 
targeting sequence, and wherein said exon does not contain a selectable marker, said method 
comprising introducing said vector construct into said host cell under conditions such that said 
vector construct is integrated into the genome of said host cell. 



said construct does not contain a ta 



264. (New) A method for making a eukaryotic host cell with a vector construct 
integrated into the genome of said cell, the vector construct comprising a promoter operably 
linked to an exon, said exoirdefined at the 3' and"t>y an unpaired splice donor sequence, wherein 
said construct does not contain a^oly-adenylation site operably linked to said promoter, wherein 

feting seqjjdnce, and wherein said exon does not contain a 
selectable marker, said method corrlprisi*(g introducing said vector construct into said host cell 
under conditions such that said vector construct is integrated into the genome of said host cell. 

265. (New) A method fcr making a eukkryotic host cell with a vector construct 

v \ 

integrated into the genome of said cell, the vector construct comprising a transcriptional 
regulatory sequence operably linked to an unpaired splice donhr sequence wherein said construct 
does not contain a poly-adenylation site operably linked to shM transcriptional regulatory 
sequence, wherein said construct does not contain a targeting sequence^ and wherein there is no 
internal ribosome entry site between the transcriptional regulatory sequencevand the splice donor 
sequence, said method comprising introducing said vector construct into saioshost cell under 
conditions such that said vector construct is integrated into the genome of said host ce 
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s266. (New) A method for making a eukaryotic host cell with a vector construct 
integratedSinto the genome of said cell, the vector construct comprising a promoter operably 
linked to an ihrpaired splice donor sequence wherein said construct does not contain a poly- 
adenylation site operably linked to said promoter, wherein said construct does not contain a 
targeting sequence, and wherein there is no internal ribosome entry site between the 
transcriptional regulatory \equence and the splice donor sequence, said method comprising 
introducing said vector construct into said host cell under conditions such that said vector 
construct is integrated into the genome of said host cell. 



267. (New) A method for Asking a eukaryotic host cell with a vector construct 
integrated into the genome of said cellAlhe vector construct comprising a transcriptional 
regulatory sequence operably linked tc an exoV said exon defined at the 3' end by an unpaired 
splice donor sequence, wherein said construct does not contain a poly-adenylation site operably 
linked to said transcriptional regulatory sequence, wherein said construct does not contain a 
targeting sequence, and wherein said exon does not contain an internal ribosome entry site, said 
method comprising introducing said vector construct into said host cell under conditions such 
that said vector construct is integrated into the genome of said host cell. 



268. (New) A method for making a eukaryotic host cell with a vector construct 
integrated into the genome of said cell, the vector construct comprising a Promoter operably 
linked to an exon, said exon defined at the 3' and by an unpaired splice donor sequence, wherein 
said construct does not contain a poly-adenylation site operably linked to said promote^ wherein 
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said construct does not contain a targeting sequence, and wherein said exon does not contain an 
internal ribosome entry site, said method comprising introducing said vector construct into said 
host ceH under conditions such that said vector construct is integrated into the genome of said 
host cell. \ 

269. (Newj'A method for making a eukaryotic host cell with a vector construct 
integrated into the genombvof said cell, the vector construct comprising a promoter operably 
linked to an exon defined at the 3' end by an unpaired splice donor sequence, wherein said 
construct does not contain a poly-adfenylation site operSBly linked to said promoter, wherein said 
construct does not contain a targeting sefem^nce, wherein said exon is derived from a naturally- 
occurring eukaryotic sequence, does not ehcadtT antibiotic resistance activity, and is not a 
reporter gene, and wherein said splice /donor shguence is derived from a naturally-occurring 
eukaryotic splice donor sequence, said method composing introducing said vector construct into 
said host cell under conditions such that said vector construct is integrated into the genome of 
said host cell. \ 

270. (New) A method for making a eukaryotic host cell\with a vector construct 
integrated into the genome of said cell, the vector construct comprising^ promoter operably 
linked to an exon defined at the 3' end by an unpaired splice donor sequence, wherein said 
construct does not contain a poly-adenylation site operably linked to said promoter, wherein said 
construct does not contain a targeting sequence, and wherein said exon is derived mmi a 
naturally-occurring eukaryotic sequence, does not encode antibiotic resistance activity, and is no^ 



